
Figure S3: Optimization linkers and gRNAs

A
N

or
m

al
iz

ed
 lu

ci
fe

ra
se

linker: (GGS)6 (GGS)3 L8 10 nm helical

B

C

linker: (GGS)6 L8 10 nm helical

N
or

m
al

iz
ed

 lu
ci

fe
ra

se

targeting length = 20 nt   

L2 L3 L5

targeting length = 40 nt   

CIRTS-12 (ORF5-TBP6.7-NES-Pin)

NT L2 L3 L5 LL5

N
or

m
al

iz
ed

 lu
ci

fe
ra

se

NT

D

L2 L3 L5NT NT L2 L3 L5 LL5

targeting length = 20 nt   targeting length = 40 nt   

CIRTS-3 (ORF5-TBP6.7-NES-YTHDF2(100-200)

N
or

m
al

iz
ed

 lu
ci

fe
ra

se

CIRTS-12 CIRTS-13 CIRTS-14 CIRTS-15 CIRTS-3 CIRTS-16 CIRTS-17

N
or

m
al

iz
ed

 lu
ci

fe
ra

se

N
or

m
al

iz
ed

 lu
ci

fe
ra

se

0.0
0.2
0.4
0.6
0.8
1.0
1.2

OT
Pin

OT
pin
-G
GS
sh

OT
P-
L8

OT
P-
he
l

0.0

0.2

0.4

0.6

0.8

1.0

1.2

OTY2 OTY-L8 OTY-hel

0.0

0.2

0.4

0.6

0.8

1.0

1 2 3 4
0.0

0.2

0.4

0.6

0.8

1.0

1 2 3 4 5
0.0

0.2

0.4

0.6

0.8

1.0

1 2 3 4
0.0

0.2

0.4

0.6

0.8

1.0

1 2 3 4 5

Non-targeting gRNA gRNA targeting Fluc


